E. coli CLM24 transferred with pACT3-PglB, pYES1L-O-PS and pBAD24-MBP was grown in 50 ml LB broth at 37 o C for 16 h with shaking. Cultures were then inoculated 1/100 into 1 L LB broth and further grown at 37 o C with shaking until OD 600 reached 0.6. Subsequently, 0.1% (w/v) L-arabinose and 50 μM IPTG were added to induce the expression of PglB and MBP, respectively. After another incubation at 28
o C for 6 h, 0.1% (w/v) L-arabinose was added again for further induction of MBP. After a total 20 h induction at 28 o C, cells were harvested by centrifugation at 10,000 g for 10 min and the periplasmic component of the cells were extracted by lysozyme treatment (20 mM Tris-HCl (pH 7.5), 20% (w/v) sucrose, 1 mM EDTA, 1 mg/ml lysozyme, at 4 o C for 1 h). Then, after centrifugation at 10,000 g for 30 min, cell debris was removed and the supernatant was loaded to a Ni-NTA column filled with 3 ml Ni-NTA agarose (GE Healthcare), which was pre-equilibrated with wash buffer (10 mM imidazole, 0.5 M NaCl, 20 mM Na 2 HPO 4 / NaH 2 PO 4 buffer, pH 7.4). Subsequently, the column was washed with wash buffer again and then eluted with elution buffer (250 mM imidazole, 0.5 M NaCl, 20 mM Na 2 HPO 4 / NaH 2 PO 4 buffer, pH 7.4). Fraction was collected and then desalted using centrifugal filter (Amicon® Ultra-15, Milipore) against PBS (PH 7.4).
Characterization of glycoconjugate
Samples were separated by 12% SDS-PAGE gels followed by coomassie staining or transferring onto polyvinylidene fluoride (PVDF) membranes. The PVDF membranes were probed with anti-His6 antibody (Beyotime, China) or E. coli O157:H7 antiserum (China Institute of Veterinary Drug Control Center). In case of anti-His6 antibody, HRP-rabbit antimouse IgG (Invitrogen) was used as the secondary antibody. In case of E. coli O157:H7 antiserum, HRP-goat anti-rabbit IgG (Invitrogen) was used as the secondary antibody. The mass of protein portion of glycoconjugate was measured using BCA assay (Beyotime, China). The mass of PS portion was measured using phenol-sulfate method as described previously [1, 2] .
Extraction of E. coli O157:H7 LPS
E. coli O157:H7 LPS was extracted using the hot phenol-water method as previously described [3] . Briefly, 10 g dried E. coli O157:H7 cells were extracted with 100 ml 50% (v/v) aqueous phenol at 65 o C for 20 min. After centrifugation at 10,000 g for 30 min, the cell debris was discarded and the top aqueous solution was dialyzed against deionized water to remove phenol. Then the solution was lyophilized and then dissolved in 10 ml deionized water. Subsequently, the solution was consecutively treated with DNase I, RNase A and Proteinase K (Thermo Scientific) according to the manufacturer's instructions. After ultracentrifugation at 110,000 g for 4 h, the precipitated gels were dissolved in deionized water and lyophilized to obtain pure LPS. www.impactjournals.com/oncotarget 
